Figure S1. Schematic diagram showing the experimental design and sampling protocol developed to examine the role of gingipains during P. gingivalis infection in mice 
Figure S2. Incubation of P. gingivalis with 1 μM KYT-1 and KYT-36 results in prolonged inhibition of gingipains R (A) and K (B). Gingipain activity was measured in bacterial cell suspension using N-p-Tos-Gly-Pro-Lys-pNA (gingipain K) and BApNA (gingipain R) as substrates. The significance of the observed differences between KYT-treated samples and control samples was verified by two-way ANOVA. 
Figure S3. Gingipains do not affect colonization and survival of P. gingivalis in infected lungs of 8-weeak old mice. (A) Survival of P. gingivalis was assessed by counting the number of colony forming units in lung homogenates collected every 24 h for 3 days (n=24). (B) Infection was monitored for up to 6 days by examining lung homogenates. Due to high mortality of the 8-week-old animals challenged with wild type P. gingivalis W83, we were able to monitor colonization and survival in that group only up to 48 hours post-infection.  

Figure S4. Gingipains are important for the immune response during P. gingivalis infection. Figure contains raw data presented as a Z-scores in Figure 3 of the manuscript. Mice were sham-infected by intratracheal instillation of PBS (PBS) or intratracheally inoculated with 3 × 109 of P. gingivalis W83 (WT), KRAB, ∆Rgp, ∆Kgp and W83-KYT. Concentration of TNF-α (A), IL-6 (B), and MCP-1 (C) in blood serum was determined 24 h post-infection. Significance of observed differences between sham-infected mice (PBS) and P. gingivalis-inoculated animals (WT, KRAB, ∆Rgp, ∆Kgp and W83-KYT) was verified with t-student test. ns, not significant; *** p<0.0001. 

Figure S5. Gingipains are crucial for the PMN influx and immune response to P. gingivalis. 8-week-old animals were sham-infected by intratracheal instillation of PBS or infected with 3×109 colony forming units of P. gingivalis W83 (WT), W83-KYT, ΔKgp, ΔRgp, or KRAB. (A, B, C, D) At 24 h post-infection, the concentration of TNF-α, IL-6 and MCP-1 was measured in serum using an ELISA. Dunnett’s-test (two-tailed) was used subsequent to one-way Anova (two-tailed) to calculate the significance of the differences between sham-infected mice (PBS) and P. gingivalis-inoculated animals (WT, W83-KYT, ΔKgp, ΔRgp, or KRAB). (Dunnett paring to PBS inoculated two-way ANOVA, P< 0.001). In addition to raw data (A, B, C) we present visualization presented as standardized values (D) (z-scores) with error bars indicating the 95% confidence interval. (E) MPO levels were measured in homogenates of lung tissue from at five different time points (0 h, 12 h, 24 h, 48 h and 72 h post-infection). Each dot represents a single animal. MPO activity is expressed as a percentage of that in the control (mice inoculated with PBS only). Significance was calculated using Student’s t-test.
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